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A Comparison of TAIL-seq protocols B Ligation efficiency

Ligase: M

mTAIL-seq-T8

mTAIL-seq-T7A1

mTAIL-seq-T6A2

+- +-

30 nt

70 nt

150 nt

40 nt

80 nt

100 nt

AAAAAAAA

AAAAAAAU

AAAAAAUU

TAIL-seqAAAAAAAA

TTTT

TTTA

TTAA

E Poly(A) tail length comparison

C Position of the 5′ end of read 1 
relative to the annotated 3′ end

F Capturing uridylated tails

Poly(A) length (nt)
10 20 30 40 50 100 150200

U
rid

yl
at

io
n 

fre
qu

en
cy

 (%
)

−1000−800 −600 −400 −200 0 200
Relative position from 3′ end (nt)

0
1
2
3
4
5
6
7
8

Pe
rc

en
t (

%
)

TAIL-seq
mTAIL-seq

mTAIL-seq-1

3′ adaptor:
mTAIL-seq-2

Substrates:

TTTT
NNNNN

TTTT
NNNNN

A10

A10U10

A501)

2)

3)

*

*

*

0

10

20

30
TAIL-seq
mTAIL-seq-T8
mTAIL-seq-mix 1
mTAIL-seq-mix 2
mTAIL-seq-mix 3

Mix 1: (T8:T7A1:T6A2) = (1:1:1)
Mix 2: (T8:T7A1:T6A2) = (2:1:1)
Mix 3: (T8:T7A1:T6A2) = (3:1:1)

D Reproducibility

Total RNA >200 nt, rRNA-depleted

Total RNA (~100 ug)

Total RNA (>100 ng)

Splint ligation of 3′ adaptor

Partial digestion with RNase T1
Pull-down with streptavidin beads

5′ phosphorylation

Partial digestion with RNase T1
Pull-down with streptavidin beads

5′ phosphorylation

AP endonucleolytic cleavage
Elution from beads

Gel purification (300–750 nt)

Illumina sequencing
Analysis of fluorescence signals

5′ adaptor ligation, RT, PCR
Illumina sequencing

Analysis of fluorescence signals

5′ adaptor ligation, RT, PCR

AAAAAAAA
TTTT

B
NNNNN

Single-strand ligation of 3′ adaptor

Elution from beads
Gel purification (500–1,000 nt)

BNNNNN

DNase I treatment

rRNA depletion
Column purification

TAIL-seq mTAIL-seq

NNNNN

NNNNN

NNNNN

NNNNN

0 50 100 150 200
Mean poly(A) length (nt)

0

50

100

150

200

M
ea

n 
po

ly
(A

) l
en

gt
h 

(n
t) n = 2,445

Rp = 0.617

m
TA

IL
-s

eq

TAIL-seq

0 50 100 150 200
Mean poly(A) length (nt)

33ng

0

50

100

150

200

10
0n

g
M

ea
n 

po
ly

(A
) l

en
gt

h 
(n

t)

Rp = 0.887
n = 636

0 50 100 150 200
Mean poly(A) length (nt)

33ng

0

50

100

150

200
1u

g
M

ea
n 

po
ly

(A
) l

en
gt

h 
(n

t)

Rp = 0.722
n = 627

0 50 100 150 200
Mean poly(A) length (nt)

33ng

0

50

100

150

200

10
ug

M
ea

n 
po

ly
(A

) l
en

gt
h 

(n
t)

Rp = 0.729
n = 633

1)

2)
3)

1)

2)
3)


